1. Schevchenko,A., Wilm,M., Vorm,O. and Mann,M. (1996) Mass spectrometric sequencing of proteins silver-stained polyacrylamide gels. Anal. Chem., 68, 850-858. 2. Suckau,D., Resemann,A., Schuerenberg,M., Hufnagel,P., Franzen,J. and Holle,A. (2003) A novel MALDI LIFT-TOF/TOF mass spectrometer for proteomics. Anal. Bioanal. Chem., 376, 952-965. -7 , 6x10 -7 and 10 -6 M) of recombinant purified GST-hnRNP C1 and GST-TIAR fusion proteins. (C and D) Band-shift assays using various concentrations of purified recombinant GST (10-6 M) or GST-hnRNP C1/GST-TIAR (10 -8 , 10 -7 , 3x10 -7 , 6x10 -7 and 10 -6 M) fusion proteins and 32 P-labeled RNAs containing the following regions: the 3'-terminal 35 nt of Fas exon 6 and the 5'-terminal 35 nt of Fas intron 6 (Fas ½ E6+I6 5'ss) or the 3'-terminal 27 nt of FGFR-2 K-SAM exon and the first 33 nt containing the 5' splice site of the human FGFR-2 intron (including IAS1 sequence) separating the K-SAM and BEK exons (K-SAM+IAS1 5'ss) (C); the full/mutant m0 (uridine-rich sequence on exon 6 [URE6] is replaced by a scrambled sequence) Fas exon 6 and the 5'-terminal 35 nt of Fas intron 6 (Fas WT/m0 E6+I6 5'ss) (D). RNA-protein complexes were analyzed on a native 6% polyacrylamide gel, dried, and exposed to film. The positions of the free RNAs and RNA-protein complexes are indicated. (E and F) HnRNP C1 and TIAR cross-linked to FGFR2 and Fas URE6 sequences. RNAs uniformly labeled with 32 P-uridine corresponding to Fas ½ E6+I6 5'ss and K-SAM+IAS1 5'ss (E) or Fas wt/m0 E6+I6 5'ss (F) were incubated alone or with HeLa nuclear extracts (NE) in the presence of either GST-hnRNP C1 or GST-TIAR, as indicated. They were then irradiated with short-wave UV light, treated with RNase A, fractionated by electrophoresis on SDS-PAGE, dried, and exposed to film. The identities of RNA-protein cross-linked complexes and molecular mass markers are indicated. Note that TIAR binding is stronger than hnRNP C1 binding to FGFR2 and Fas RNAs. However, hnRNP C1 can bind to both RNAs and the interaction with Fas exon 6 is mediated by the U-rich sequence known as URE6.
Supplementary
Supplementary Figure 3S . hnRNP C1 does not enhance TIAR binding to the Fas RNA. Band-shift assays using 3 x 10 -7 M purified recombinant GST, GST-TIAR and/or GST-TIAΔQ proteins, as indicated, and radioactively labeled RNA sequences corresponding to Fas exon 6 and the 5' splice site of intron 6 (up to at least 25 nt downstream of the 5' ss including intronic enhancer URI6). RNA-protein complexes were analyzed on native 6% polyacrylamide gels, dried and exposed to film. The positions of the free RNA and RNA-protein complexes are indicated. Figure  1SD) and with plasmids expressing the MS2 fusion proteins indicated (Supplementary Figure 1SE) . Protein extracts (20 μg) from post-transfected HEK293 cells were analyzed by Western blot using anti-MS2 coat protein, anti-GFP and anti-α-tubulin antibodies, as indicated. The identities of protein bands are indicated on the right with arrowheads and molecular weight markers are shown on the left. (B) Analysis of alternatively spliced products derived from FGFR2 minigene A7 cotransfected with MS2-tagged plasmids, as indicated. Cytoplasmic RNAs isolated from post-transfected HEK293 cells in A were analyzed by RT-PCR as in Figure 5F . PCR amplification products corresponding to the FGFR2 alternatively spliced isoforms are indicated with boxes on the right and DNA molecular weight markers are shown on the left. The data obtained in these experiments suggest, perhaps not surprisingly, a limited contribution of hnRNP C1 alone, because the K-SAM exon is already fully skipped in HEK293 cells. However, the results also show that MS2-hnRNP C1 can compete with MS2-TIAR to modulate K-SAM splicing, illustrating that hnRNP C1 displays a repressor activity mediated by TIAR.

